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(54) EX VIVO IMMUNIZATION USING HETEROGENIC COMPLETE DOUBLE 
SPECIFIC AND/OR TRIPLE SPECIFIC ANTIBODY 

(57)Abstract: 

PROBLEM TO BE SOLVED: To 
accomplish an antitumor immune 
system in human and animal ex vivo, 
useful for preventing and treating 
tumor diseases, by treating an isolated 
self tumor cell so as to prevent its 
survival in refusion and incubating the 
cell with a heterogenic double specific 
antibody, etc. 

SOLUTION: (A) A self tumor cell 
previously isolated from a patient or an 
animal is treated by radiation 
irradiation, etc., so as to prevent its 
survival in the following refusion and 
(B) incubated with a double specific 
antibody such as complete heterogenic 
anti-CD3 x antitumorrelated antigen 
antibody and/or a triple specific 

antibody for 10 minutes to 5 hours to accomplish an antilumor immune 
system in human and animal ex vivo. The component B is bonded to a T cell, 
to at least one antigen on a tumor cell and to an Fc receptor positive cell at 
its Fc part (in the case of double specific antibody) or in a third specificity (in 
the case of triple specific antibody). 
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* NOTICES * 

JPO and NCIPI are not responsible for any 
damages caused by the use of this translation. 

1. This document has been translated by computer. So the translation may 
not reflect the original precisely. 

2. **** shows the word which can not be translated. 
3.1n/the drawings, any words are not translated. 



CLAIMS 



[Claim(s)] 

[Claim 1] The following processes: a Isolating-self-tumor cell;b In order to 
avoid the survival of that which follows regrouting Processing-this tumor 
cell;c The processed this tumor cell ; combined with an incubating-with 
perfect duplex of a different kind singularity and /Mie singularity antibody 
which show following properties:alpha-T cell — ; combined with at least one 
antigen on beta-tumor cell — in the Fc part with gamma-Fc receptor 
positive cell (case of a bispecific antibody) Or (case of the Mie singularity 
antibody) the Homo sapiens containing joining [ with the third singularity 
]-together; and the method of immunizing ex vivo of an animal. 
[Claim 2] The approach according to claim 1 characterized by being chosen 
so that it can combine with the Fc receptor positive cell in which the 
above-mentioned antibody has the Fcgamma acceptors I, II, or III. [Claim 3] 
The approach according to claim 2 characterized by the ability of the 
above-mentioned antibody to combine with the activated neutrophil 
leucocyte which are monocyte, a macrophage, a dendritic cell, a "natural 
killer" cell (spontaneous killer cell), and/or an Fcgamma acceptor I positive 
cell. 

[Claim 4] The approach according to claim 1 characterized by the ability for 
the above-mentioned antibody to guide a neoplasm reactivity complementary 
joint antibody, therefore guide a humoral immunity response. 
[Claim 5] The approach according to claim 1 characterized by being chosen 
so that the above-mentioned antibody may combine with a T cell through 
CD2, CD3, CD4, CD5, CD6, CD8, CD28, and/or CD44. [Claim 6] The 
approach according to claim 1 that the above-mentioned antibody is 
characterized by being chosen as association to the Fc receptor positive cell 
so that the manifestation of CD40, CD80, CD86, ICAM-1, and/or LFA-3 
and/or secretion of the cytokine by the Fc receptor positive cell may be 
succeedingly begun as a costimulatory antigen or it may increase. 
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[Claim 7] IL_— 1 whose above-mentioned antibody is cytokine, and IL- 
secretion of 2. IL-4, IL-6, IL-8, and IL-1 2 — and/or, the approach according 
to claim 6 characterized by being chosen so that secretion of TNF-alpha 
may be increased. 

[Claim 8] the above-mentioned bispecific antibody — anti-CD-3 x an 

antitumor relevance antigen antibody — and/or — anti CD4 x an 

antitumor relevance antigen antibody — and/or — anti CD5 x an 

antitumor relevance antigen antibody — and/or — anti CD6 x an 

antitumor relevance antigen antibody — and/or — anti CD8 x an 

antitumor relevance antigen antibody — and/or — anti CD2 x an 

antitumor relevance antigen antibody — and/or — anti CD28 x an 

antitumor relevance antigen antibody — and/or — anti CD44 x 

Approach according to claim 1 characterized by being chosen so that it may 
be an antitumor relevance antigen antibody. 

[Claim 9] Combination of isotype of the following [ bispecific antibody / 
above-mentioned ] : Rat-IgG2b / mouse - IgG2a, Rat-IgG2b/mouse-IgG2b, 
rat-IgG2b / mouse-IgG3; Allotype [ of rat-IgG2b / Homo sapiens-IgG1 
rat-IgG2b/Homo sapiens~IgG2, and the rat-IgG2b / Homo sapiens-IgG3[East 
] It is the allotype of joint], and the rat-IgG2b / Homo sapiens-IgG4; 
rat-IgG2b / rat-IgG2c; mouse-IgG2a / Homo sapiens-IgG3[white races to 
G3m(st) = protein A. Do not combine with G3m(b+g) = protein A. Below, as * 
] mouse-IgG2a / mouse-[VH-CH1 shown, VL-CL]- Homo 
sapiens-IgG1-[hinge]-Homo sapiens-IgG3* — VH-CH1, and -[CH2-CH3] 
mouse-IgG2a/rat-[VL-CL]- Homo sapiens-IgG1~[hinge]-Homo 
sapiens-IgG3* -[CH2-CH3] mouse-lgG2a / Homo sapiens-[VH-CH1 — 
VL-CL]-Homo sapiens-IgG1-[hinge]-Homo sapiens-lgG3*-[CH2-CH3] 
mouse-[VH-CH1, VL-CL]- VH-CH1 and Homo 
sapiens-IgG1/rat-[VL-CL]-Homo sapiens-lgG — a 1-[hinge]-Homo 
sapiens-IgG3*-[CH2-CH3] mouse — VH-CH1 and -[VL-CL]-Homo 
sapiens-IgG4/rat-[VH-CH1 — VL-CL — ] - Homo sapiens - IgG — four - 
[ — a hinge — ] - Homo sapiens - IgG — four — [ — CH — two — N 
terminal region — ] - Homo sapiens - IgG — three — * — [ — CH — two — 
a C terminal — a field — : — > — amino acid — 251 — place — ] - Homo 
sapiens - IgG — three — *-[CH3] rat-IgG2b / mouse-[VH-CH1 — 
VL-CL]-Homo sapiens-IgG1-[hinge-CH2-CH3] rat-IgG2b / 
mouse-[VH-CH1, VL-CL]-Homo sapiens-IgG2- [hinge-CH2-CH3] — 
VH-CH1. and rat-IgG2b/mouse-[VL-CL]-Homo sapiens-lgG — 3-[allotype 
of hinge-CH2-CH3 and the East] rat-IgG2b / mouse-[VH-CH1 — 
VL-CL]-Homo sapiens -IgG4-[hinge-CH2-CH3] Homo sapiens-IgG1/Homo 
sapiens - VH-CH1 and [VL-CL]-Homo sapiens-IgG1-[hinge]-Homo 
sapiens-IgG3 — *-[CH2-CH3] Homo sapiens-IgG1/rat-[VH-CH1 — VL-CL 
— ] - Homo sapiens - IgG — one - [ — a hinge — ] - Homo sapiens - IgG — 
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four — [ — CH — two — N terminal region — ] - Homo sapiens - IgG — 
three — * — [ — CH — two — a C terminal — a field — : — > — amino 
acid — 251 — place — ] - Homo sapiens - IgG — three — *-[CH3] Homo 
sapiens-IgG1/mouse~[VH-CH1 — VL-CL — ] - Homo sapiens - IgG — one 

— [ — a hinge — ] - Homo sapiens - IgG — four — [ — CH — two — N 
terminal region — ] - Homo sapiens - IgG — three — * — [ — CH — two — 
a C terminal — a field — : — > — amino acid — 251 — place — ] - Homo 
sapiens - IgG — three — *-[CH3] Homo sapiens-IgG1/rat-[VH~CH1 — 
VL-CL — ] - Homo sapiens - IgG — one - [ — a hinge — ] - Homo sapiens - 
IgG — two — [ — CH — two — N terminal region — ] - Homo sapiens - IgG 

— three — * — [ — CH — two — a C terminal — a field — : — > — amino 
acid — 251 — place — ] - Homo sapiens - IgG — three — *-[CH3] Homo 
sapiens-IgG1/mouse-[VH-CH1 — VL-CL — ] - Homo sapiens - IgG — one 

— [ — a hinge — ] - Homo sapiens - IgG — two — [ — CH — two — N 
terminal region — ] - Homo sapiens - IgG — three ■ — * — [ — CH — two — 
a C terminal — a field — : — > — amino acid — 251 — place — ] - Homo 
sapiens - IgG — three — *-[CH3] Homo sapiens-lgG1/rat-[VH-CH1 — 
VL-CL]-Homo sapiens-IgG1-[hinge]-Homo sapiens - IgG3*-[CH2-CH3] 
Homo sapiens-IgG1 /mouse - VH-CH1 and [VL-CL]-Homo 
sapiens-IgG1-[hinge]-Homo sapiens-IgG3 — *-[CH2-CH3] Homo 
sapiens-IgG2/Homo sapiens-[VH-CH1 — VL-CL]-Homo 
sapiens-IgG2-[hinge]-Homo sapiens - IgG3*-[CH2-CH3] Homo 
sapiens-IgG4/Homo sapiens - VH-CH1 and [VL-CL]-Homo 
sapiens-IgG4-[hinge]-Homo sapiens-IgG3 — *-[CH2-CH3] Homo 
sapiens-IgG4/Homo sapiens-[VH-CH1 — VL-CL — ] - Homo sapiens - IgG 

— four - [ — a hinge — ] - Homo sapiens - IgG — four — [ — CH — two — 
N terminal region — ] - Homo sapiens - IgG — three — * — [ — CH — two 

— a C terminal — a field — : — > — amino acid — 251 — place — ] - 
Homo sapiens - IgG ~ three — *-[CH3] mouse~IgG2b / rat-[VH-CH1 — 
VL-CL]-Homo sapiens-IgG1-[hinge]-Homo sapiens - IgG3*-[CH2~CH3] 
mouse-IgG2b / Homo sapiens - VH-CH1 and [VL-CL]-Homo 
sapiens-IgG1-[hinge]-Homo sapiens-IgG3 — *-[CH2-CH3] mouse-IgG2b / 
mouse-[VH-CH1 — VL-CL]-Homo sapiens-IgG1-[hinge]~Homo 
sapiens-IgG3*-[CH2-CH3] mouse-[VH-CH1, VL-CL]-Homo 
sapiens-IgG4/rat-[VH-CH1, VL-CL]-Homo sapiens-IgG4- [hinge]-Homo 
sapiens-IgG4-[CH2]-Homo sapiens-IgG3 — *-[CH3] Homo 
sapiens-IgG1/rat-[VH-CH1 — VL-CLhHomo sapiens-IgG1- [hinge]-Homo 
sapiens-IgG4-[CH2]-Homo sapiens-IgG3 — *-[CH3] Homo 
sapiens-IgG1/mouse-[VH-CH1 — VL~CL]-Homo sapiens-IgG1- 
[hinge]-Homo sapiens-IgG4-[CH2]-Homo sapiens-IgG3 — *-[CH3] Homo 
sapiens-IgG4/Homo sapiens-[VH-CH1 — VL-CL]-Homo 
sapiens-IgG4-[hinge]-Homo sapiens -IgG4-[CH2]-Homo sapiens-IgG3*- the 
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approach of claim 1 characterized by being chosen or more from one of [the 
CH(s)3] to the 8th term given in any 1 term. 

[Claim 1 0] The approach according to claim 1 characterized by choosing the 
above-mentioned bispecific antibody from a different-species rat / mouse 
bispecific antibody. 

[Claim 11] The approach according to claim 1 characterized by the 
above-mentioned Mie singularity antibody having the third singularity for 
association to T cell brachium conjunctivum, tumor cell brachium 
conjunctivum, and an Fc receptor positive cell. 

[Claim 12] the above-mentioned Mie singularity antibody — anti-CD-3 x an 

antitumor relevance antigen antibody — and/or — anti CD4 x an 

antitumor relevance antigen antibody — and/or — anti CDS x an 

antitumor relevance antigen antibody — and/or — anti CD6 x an 

antitumor relevance antigen antibody — and/or — anti CD8 x an 

antitumor relevance antigen antibody — and/or — anti CD2 x an 

antitumor relevance antigen antibody — and/or — anti CD28 x an 

antitumor relevance antigen antibody — and/or — anti CD44 x 

Approach according to claim 1 1 characterized by being chosen so that it may 
be an antitumor relevance antigen antibody. 

[Claim 13] The approach according to claim 1 characterized by what 
(short-term incubation) the tumor cell charged by the antibody is prepared 
for for regrouting in the above-mentioned process c after carrying out the 
incubation of the tumor cell to perfect different-species duplex singularity 
and/or the Mie singularity antibody. 

[Claim 14] The approach according to claim 1 which adds a mononuclear cell 
after the incubation of a tumor cell with an antibody, and is characterized by 
what (long-term incubation) an incubation is continued for or it carries out 
the incubation of a tumor cell with an antibody in the above-mentioned 
process c with the mononuclear cell (PBMC= peripheral blood liquid 
mononuclear cell) of peripheral blood liquid. 
[Claim 15] Claim 13 to which the above-mentioned tumor cell is 
characterized by incubating with the period antibody of 5 hours from 10 
minutes, or an approach given in 14 terms. 
[Claim 16] Claim 13 to which the above-mentioned tumor cell is 
characterized by incubating with the period antibody for 15 to 120 minutes, 
or an approach given in 14 terms. 

[Claim 17] The approach according to claim 14 that the above-mentioned 
single nucleus peripheral blood liquid cell is characterized by the thing for a 
tumor cell and an antibody, and one to 1 4 days done for period incubation. 
[Claim 18] The approach according to claim 14 characterized by adding the 
above-mentioned single nucleus peripheral blood liquid cell in the amount of 
about 108 to 1010 cells. 
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[Claim 1 9] The approach according to claim 1 characterized by adding the 
above-mentioned tumor cell in the amount of 107 to 109 cells. 
[Claim 20] The approach according to claim 1 characterized by adding the 
above-mentioned duplex singularity and/or the Mie singularity antibody in the 
amount of 2 to 100microg. 

[Claim 21] The approach according to claim 1 that processing of the tumor 
cell in the above-mentioned process b is characterized by radiation 
irradiation carrying out. 

[Claim 22] The approach according to claim 1 characterized by for the 
above-mentioned duplex singularity and/or the Mie singularity antibody being 
able to activate an Fc receptor positive cell, and a manifestation and/or 
costimulatory antigen of cytokine guiding or increasing by it. 
[Claim 23] Use of the tumor cell containing the preparation object according 
to claim 1 or 14 in prevention and the therapy of a neoplastic disease. 
[Claim 24] Use according to claim 23 for guiding antitumor immunity nature. 
[Claim 25] The approach according to claim 1 in preparation of the 
self-tumor cell treated using the different-species duplex singularity and/or 
the Mie singularity antibody for regrouting in the patient by whom the 
self-tumor cell is got, or an animal. 

[Claim 26] The pharmaceutical constituent containing the tumor cell 
preparation object obtained by the approach of claims 1 or 14. 



[Translation done.] 
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* NOTICES * 

JPO and NCI PI are not responsible for any 
damages caused by the use of this translation. 

LThis document has been translated by computer. So the translation may 

not reflect the original precisely. 

2.**** shows the word which can not be translated. 

3.1n the drawings, any words are not translated. 



DETAILED DESCRIPTION 

[Detailed Description of the Invention] 
[0001] 

[Field of the Invention] This invention relates to use of the product of the 
above-mentioned approach in induction of antitumor immunity especially in 
prevention and the therapy of a neoplastic disease similarly about the 
approach of ex vivo immunization using a perfect bispecific antibody and/or 
the Mie singularity antibody by different species. 

[0002] In spite of the advance in the chemotherapy and radiotherapy which 
were finished in the past several years, only the prediction which is not yet 
very desirable is possible for the malignant disease in Homo sapiens called 
the breast cancer which progressed, for example. Generally this disease 
cannot be recovered. So, it is necessary to develop a new therapy strategy. 
In this viewpoint, great expectation is put on the immunity therapy approach 
used in order to guide the immune system of the patient who refuses a 
neoplasm. It is known well that a neoplasm relevance antigen can exist on a 
tumor cell, especially an immune system can recognize these antigens well, 
and a malignant cell can be attacked. However, a neoplasm is developing 
various strategies which enable them to avoid an immune response, 
presentation with this cell inadequate [ for example, a neoplasm relevance 
antigen ] — and/or, this is finished by activation with the inadequate 
neoplasm specific T cell which generally exists. 

[0003] With the new case per [ 43,000 / about ] year, a breast cancer 
occupies the greatest location of statistics of the female gun in Germany. 
Only a number smaller than 1/3 of the woman currently troubled by 
lymphoadenopathia at the time of a diagnosis survives for ten years without 
a recurrence. 
[0004] 

[Description of the Prior Art] The place to current, the immunity 
therapy-approach turned to a breast cancer is restricted to the approach for 
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a nonspecific stimulus like the therapy by BCG or the REBAMI SOL, and is 
restricted to use of the LAK cell and spontaneous killer cell using IL-2 (3 4). 
However, even the certification made rather inconvenient [ the therapy 
by;BCG which the type of an immunity therapy used does not provide with 
any proof to extension of a life ] exists (3). Also in the neoplasm of the type 
of others [ activation / of a cell / nonspecific ], it succeeds in the attempt 
turned to induction of a specific immune response since it was very 
effective. 

[0005] For example, the T cell re-deviation nature bispecific antibody was 
used in the therapy of a neoplasm. These antibodies combine T cell receptor 
complex by one of the brachium conjunctivum of the, and combine the 
neoplasm relevance antigen on a tumor cell with other arms, activation of the 
T cell produced as a result, and the formation of regarding-the-place 
contiguity of a tumor cell — respectively — induction of apotosis — or 
destruction of a tumor cell is drawn by cytokine like TNF-alpha or par 
FORIN. 

[0006] The antibody used by the oncotherapy in a well-known technique was 
directly poured in into the patient This type of approach shows [ - An 
antibody may usually be combined also with an organization during application 
by in vivo by that neoplasm brachium conjunctivum. ] some following faults. : 
- It needs the antibody of a high dose.; - A severe side effect may arise.; 
[0007] 

[Problem(s) to be Solved by the Invention] It is the purpose of this invention 

to offer the thing aiming at finishing the cure, especially antitumor immunity 

system of the malignant disease in new Homo sapiens. 

[0008] According to this invention, this purpose is finished by the approach 

in which the characterization is carried out to the detail by claim 1. The 

desirable embodiment of this approach becomes clear from a subordination 

claim. 

[0009] The end product of the approach of this invention is a tumor cell 
preparation object containing an antibody. This tumor cell preparation object 
is used in prevention and the therapy of a neoplastic disease by guiding 
antitumor immunity nature. 

[0010] By using the approach of this invention, a self-tumor cell is treated 
using different-species duplex singularity and/or the Mie singularity antibody, 
and since it is regrouted in the patient by whom the selMumor cell is got, or 
an animal, the tumor cell preparation object obtained by this approach is 
used. 

[0011] Furthermore, this invention relates to use of the approach especially 
offered especially according to an antitumor immunity system and this 
invention in achievement of a long-term immune system preferably and 
tumor cell preparation object in prevention and the therapy of a neoplastic 
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disease. 

[0012] It is shown by the experiment offered in this invention, especially an 
example 2 that long-term continuation tumor immunity is offered. The result 
of the experiment conducted in the mouse can be moved also to Homo 
sapiens. It is expected that it may be provided when the long-term immunity 
of several years uses this invention. A tumor cell which is described by this 
invention carries out deletion of the usual function by one or more mutations, 
or are all those cells from which the function is usually changing. A tumor 
cell can be increased by the non-controlling method for these mutations. 
[0013] The tumor immunity according to this invention is defined by 
activating the immune system of the body of the living thing to a 
self-neoplasm like the approach by which a self-neoplasm is long-term or 
permanent it is clear, and a certain destruction and/or control are attained. 
[0014] According to this invention, the neoplasm of all the classes under the 
definition given the account of a top may be treated by this approach. Each 
gun of an epithelium neoplasm, a gland gun, a join intestinal cancer, a breast 
cancer, an ovarian cancer, lungs, a throat, a nose, and a lug may be treated 
especially. Still more desirable leukemia and non-epithelium neoplasm like a 
lymphocyte, and the neoplasm of virus valence like the hepatophyma may be 
treated. 

[0015] According to this invention, a different-species full duplex singularity 
antibody and/or the Mie singularity antibody are used. These antibodies are 
contacted by the patient by ex vivo using the tumor cell (self-tumor cell) 
obtained beforehand. In order to prevent survival of a tumor cell in continuing 
regrouting, before a tumor cell contacts an antibody, it is processed in the 
approach of being essentially known like radiation irradiation. Following on 
radiation irradiation, a tumor cell incubates with a perfect different-species 
bispecific antibody and/or the Mie singularity antibody. According to this 
invention, all antibodies are not used, it must be perfect, namely, only an 
antibody with a functional Fc part must be used, and they must be the 
antibodies which consist of a class (also a subclass combination and a 
fragment again) which it is different species in nature, i.e., is different, and/or 
the immunoglobulin H chain of the origin (seed). 

[0016] These perfect different-species duplex singularity and/or the Mie 
singularity antibody are combining [ with :alpha-T cell which will be chosen so 
that it may have the following properties further ];beta. - It is combining [ 
with the antigen on at least one tumor cell ];gamma. - It is combining [ with 
an Fc receptor positive cell ]-with Fc part (in case of bispecific antibody), or 
third singularity (in case of Mie singularity antibody); [001 7]. Especially, as a 
desirable embodiment of this invention, an Fc receptor positive cell is 
activated for perfect different-species duplex singularity and/or the Mie 
singularity antibody, and it chooses so that the manifestation of cytokine 
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and/ or a costimulatory antigen can be guided or increased by it The tumor 
cell preparation object obtained so that the above-mentioned antibody might 
be included is prepared for the further regrouting. It is moved to the 
equipment suitable for regrouting. 

[0018] In the case of the Mie singularity antibody, association to an Fc 
receptor positive cell is preferably produced through the Fc receptor of an 
Fc receptor positive cell through other antigens like the mannose acceptor 
on an Fc receptor positive cell (antigen presenting cell). 
[0019] Only use of the antibody described the approach of this invention and 
here ensures development of an antitumor immunity system after regrouting 
of the antibody into the patient by whom the tumor cell is got before. 
Preferably, regrouting is a patient after the therapy of a primitive neoplasm, 
and is carried out by the patient in the case of the disease (MRD) of the 
minimum desirable remainder. Probably, in the patient who has the high risk 
of a recurrence although it has almost no residual tumor cell, especially use 
of the approach offered according to this invention will be effective. 
[0020] By using the approach of this invention, it is possible to avoid the 
fault which is known from the well-known technique and described by the 
detail by the following. 

[0021] According to this invention, although a useful different-species 
bispecific antibody and/or the Mie singularity antibody are essentially known 
things in a sense, they are described for the first time by another semantics 
in this application. It is anti-CD-3 [ which is used by epithelium neoplasm like 
a breast cancer as an example over bsab ]. x An anti-epcam antibody exists. 
[0022] This invention is followed and it is :1. which can distinguish the 
variation of the approach of 2. A short-term incubation and 2. Long-term 
incubation. 

[0023] a short-term incubation — a self-neoplasm — perfect 
different-species duplex singularity and/or the Mie singularity antibody — 
the period of 10 minutes to 5 hours, or 10 minutes to 3 hours — or — 
further — desirable — the period of 1 5 minutes to 2 hours — the thing of 1 
hour to do for a period incubation is said from 15 minutes still more 
preferably. And it prepares by this approach for an antibody and regrouting of 
the charged tumor cell. 

[0024] In order that a long-term incubation may charge a self-tumor cell with 
an antibody, it says 2 hours and carrying out an incubation from 15 minutes 
still more preferably for 1 hour from 15 minutes preferably from about 10 
minutes for 5 hours, then, a patient's blood cell — desirable — the 
mononuclear cell (PBMC=peripheral blood mononucleated cell) of peripheral 
blood liquid — adding — and — and this mixture — one to 14 days — 
desirable — three to ten days — and it was more preferably called six to ten 
days — long-term — period incubation is carried out. It is that another 
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approach of treatment contacts a self-tumor cell to instead of directly with a 
bispecific antibody and/or the Mie singularity antibody, and a patient's blood 
cell. By this approach, carrying out "it puts in and the wisdom of much 
immunocyte to a neoplasm is carried out" ("priming") is finished by ex vivo. 
These cells are regrouted in a patient after that. A long-term incubation 
draws internalization and decomposition of an antibody again. 
[0025] The immunocyte pretreated by the approach by which the result in 
preliminary in vitro was described can destroy a tumor cell that there is still 
no addition of duplex singularity and/or the Mie singularity antibody (example 
1 reference). 

[0026] In a short-term incubation as well as a long-term incubation,, a T cell 
is produced in; coincidence re-deflected to a tumor cell after association of 
the Fc receptor positive cell to Fc parts of duplex singularity and/or the Mie 
singularity antibody regrouting by the duplex singularity and/or the Mie - 
singularity antibody which were fixed on the tumor cell, by association to Fc 
part of the perfect bispecific antibody fixed (respectively — a T cell or 
tumor cell top), this draws activation of an Fc receptor positive cell. 
[0027] Since a success of immunization is increased, it is possible to 
medicate an abundance patient with the tumor cell processed using the 
antibody according to each of the short-term incubation method or the 
long-term incubation method suitably not only in once. 
[0028] On a tumor cell, upper accommodation of MHC1 arises like 
intracellular processing MASHINERI (proteasome complex) for emission of 
the cytokine (it is (like INF-gamma and TNF-alpha)) which approached the 
tumor cell immediately. Cytokine is emitted for bispecific antibody mediation 
nature activation of a T cell, and a accessory cell (drawing 1 and 3 
reference). That is, it not only receives phagocytosis, but a tumor cell is 
destroyed by perfect bsab and the antitumor immunity system increases by 
it. 

[0029] It depends for activation of the Fc receptor positive cell by bsab on 
the subclass or subclass combination of basb, respectively, in As shown in 
the experiment by vitro, bsab of the subclass combination of mouse 
IgG2a/rat IgG2b cannot perform being activated possible [ a comparison of 
(1) and these cells ] clearly, although it is combinable with an Fc receptor 
positive cell (2). 

[0030] Although combining perfect bsab with a T cell through one of the 
brachia conjunctivum (for example, CD3 or CD2 being received), and being 
activated is made to coincidence, the costimulatory signal of the Fc receptor 
positive cell origin combined with Fc part of bsab will be transmitted to the T 
cell. That is, only the combination of the transfer produced in the 
coincidence of the costimulatory signal of the T cell activation through one 
brachium conjunctivum of bsab and the Fc receptor positive cell origin to a T 
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cell causes effective T cell activation (drawing 1 A). It will activate 
insufficiently [ a tumor cell ] and, as for the neoplasm specific T cell which is 
anergy nature, reactivation will also be carried out according to pretreatment 
by ex vivo of this invention (drawing 1 B). 

[0031] The further important field in induction of an antitumor immunity 
system is the possibility of presentation of the neoplasm constituent by the 
accessory cell (monocyte/macrophage, a dendritic cell, and NK-"natural 
killers-cell) which is turned by phagocytosis, processing, and bsab and is 
activated. According to the classic mechanism of this antigen presentation, 
neoplasm specific CD4 cell as well as a CD8 positive cell may be produced. 
Furthermore, neoplasm specific CD4 cell plays an important role for a T-B 
cell by induction of a humoral immune response in the flow of an operation. 
[0032] It can combine with the T cell receptor complex of a T cell by one 
brachium conjunctivum, and duplex singularity and the Mie singularity 
antibody can be combined with the neoplasm relevance antigen on a tumor 
cell by the second brachium conjunctivum. They activate the T cell which 
emits cytokine and which is caused especially or destroys a tumor cell 
according to an apotosis mediation nature mechanism by it Furthermore, in 
the flow of the activation by the bispecific antibody, it enables a T cell 
clearly to recognize a neoplasm specific antigen through the acceptor, and 
long-term continuation immunization starts by it (drawing 1 B). It is important 
at especially the point of guiding perfect Fc part of duplex singularity or the 
Mie singularity antibody intervening association to a accessory cell like 
monocyte / macrophage, and a dendritic cell, and these cells becoming these 
selves cytotoxicity, and/or transmitting the important costimulatory signal to 
a T cell to coincidence with this point (drawing 1 B). A T cell response is 
considered that a certain extent can be guided also to a strange neoplasm 
specific peptide by this approach. 

[0033] It will function as costimulation-ization which occurs in the 
coincidence of this T cell by the accessory cell combined with Fc part of the 
re-deviation of the neoplasm specific T cell which can be anergy-ized to a 
tumor cell by duplex singularity and/or the Mie singularity antibody and 
duplex singularity, or the Mie singularity antibody reversing the anergy of a 
cytotoxic T cell (CTL). That is, the T cell tolerance which exists in a patient 
to a neoplasm may be neutralized using perfect different-species duplex 
singularity and/or the Mie singularity antibody, and a long-term continuation 
tumor immunity system may be guided by it 

[0034] The last field is supported with the data in preliminary in vivo from an 
experiment using the mouse which guided the long-term continuation 
antitumor immunity system to the processing which used an affiliated 
neoplasm and affiliated perfect bsab succeedingly. In these experiments, it 
succeeded using the first neoplasm injection back bsab, and all 14 survived 
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without the further administration of one neoplasm injection which will be 
accepted after the first injection in 144 days in the animal of 14 which might 
be processed of bsab (example 2 reference). 

[0035] another advantage in immunization by ex vivo by duplex singularity 
and/or the Mie singularity antibody — (i) Minimizing the side effect which 
may happen, and (ii) controlling association of the neoplasm brachium 
conjunctivum to a tumor cell outside the body — and (iii) It is using duplex 
singularity and the Mie singularity antibody few as much as possible. The 
approach 2 differs exists in the approach the detail is probably mainly 
described to be below. The duplex singularity or the Mie singularity antibody 
for which the important point about a long-term incubation is used is 
disappearing during the planned incubation period and decomposed. By this 
approach, this immunization will avoid the redundant drugs improvement 
process. 
[0036] 

[Means for Solving the Problem] In the short-term and long-term incubation 
method, a tumor cell incubates from 1 5 minutes beyond the period of 5 hours 
from an antibody and 10 minutes for 1 hour preferably [ it is desirable, is still 
more desirable till 3 hours, and / till 2 hours ]. This incubation is 4 to 25 
degrees C in temperature, and is especially carried out at 4 to 10 degrees C 
preferably. This incubation is carried out in the sterilization environment of a 
buffer physiological saline with neutral desirable pH. In the case of a 
short-term incubation, regrouting into a patient is carried out immediately 
after that In the long-term incubation method, it continues at this 
preincubation, a single nucleus peripheral blood liquid cell is added, and it will 
incubate still more preferably from 3 more preferably on the 10th with the 
period on further 1 to the 14th, and the tumor cell/antibody which pre 
incubated for ten days from 6. This incubation is preferably carried out at 37 
degrees C in an incubator under sterilization condition as well as the bottom 
of GMP condition (product manufactured appropriately (Good Manufacturing 
Production=GMP)). As description was carried out [ above-mentioned ], 
under a long-term incubation, you may incubate with a tumor cell and an 
antibody under the condition for which the blood cell was instead suitable. 
[0037] It has only as instantiation the intention of the incubation condition 
mentioned above. Depending on the tumor cell and antibody which are used, 
other incubation condition different generally, such as a period, temperature, 
and condition, may be used. Probably, this contractor is able to establish this 
condition by easy experiment. 

[0038] The tumor cell between preincubation is the amount of 107 to 109 
cells preferably, and is used in the amount of about 108 cells still more 
preferably. Naturally this contractor can choose a different incubation 
condition which may be measured by the experiment of a laboratory (for 
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example; change of the number of cells, and an incubation period). The 
duplex singularity and/or the Mie singularity antibody which are used in the 
approach of this invention are the amount of 2 to "lOOmicrog, are the amount 
of 5 to 70microg still more preferably, and are especially added in the amount 
of 5 to SOmicrog preferably. 

[0039] In order to avoid the further survival of a tumor cell, radiation 
irradiation of the selfHumor cell used is carried out. For example, gamma 
radiation is used, for example, it is used with radiant quantities of 50 to 
100Gy. In another embodiment of this invention, a self-tumor cell is 
processed by mitomycin-C in order to avoid the further survival with the 
chemical matter, for example. 

[0040] The antibody used according to this invention may reactivate the 
neoplasm specific T cell which is in an anergy condition preferably. 
Furthermore, they can guide a neoplasm reactivity complementary joint 
antibody, and can guide a humoral immunity response by it. 
[0041] Association is preferably produced with a T cell through CD3, CD2, 
CD4, CDS, CD6, CD8, CD28, and/or CD44. The Fc receptor positive cell has 
the Fcgamma acceptors I, II, or III at least. 

[0042] The antibody which may be used according to this invention is 
combinable with the activation neutrophil leucocyte which are monocyte, a 
macrophage, a dendritic cell, a "natural killer" cell (spontaneous killer cell), 
and/or an Fcgamma acceptor 1 -positive cell. 

[0043] The antibody which may be used according to this invention draws 
the induction or increase in the manifestation of CD40, CD80, CD86, 
ICAM-1, and/or LFA-3 like a costimulatory antigen, and/or draws the 
cytokine secretion by the Fc receptor positive cell. This cytokine is IL-1, 
IL-2, IL-4, IL-6, IL-8, IL-12, and/or TNF-alpha preferably. 
[0044] Association to a T cell is preferably performed through the T cell 
receptor complex of a T cell. 

[0045] the bispecific antibody which may be used according to this invention 

— desirable — :anti-CD-3 x an antitumor relevance antigen antibody — 
and/or — anti CD4 x an antitumor relevance antigen antibody — and/or 

— anti CD5 x an antitumor relevance antigen antibody — and/or, 

anti-CD6 x an antitumor relevance antigen antibody — and/or — anti 

CD8 x an antitumor relevance antigen antibody — and/or — anti CD2 x 

an antitumor relevance antigen antibody — and/or — anti CD28 x an 

antitumor relevance antigen antibody — and/or — anti CD44 x It is an 

antitumor relevance antigen antibody. 

[0046] the Mie singularity antibody which may be used according to this 
invention — desirable — :anti-CD-3 x an antitumor relevance antigen 

antibody — and/or — anti CD4 x an antitumor relevance antigen 

antibody — and/or — anti CD5 x an antitumor relevance antigen 
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antibody — and/or, anti-CD6 x an antitumor relevance antigen antibody — 
and/or — anti CD8 x an antitumor relevance antigen antibody — and/or 

— anti CD2 x an antitumor relevance antigen antibody — and/or — 

anti CD28 x an antitumor relevance antigen antibody — and/ or — anti- 

— CD44 x It is an antitumor relevance antigen antibody. 

[0047] According to this invention, the useful Mie singularity antibody has at 
least the brachium conjunctivum combined with T cell brachium 
conjunctivum, tumor cell brachium conjunctivum, and an Fc receptor positive 
cell. The thing of the last of the mentioned brachium conjunctivum is anti-Fc 
receptor brachium conjunctivum or mannose acceptor brachium 
conjunctivum. [0048] Bispecific antibodies are a different-species perfect rat 
/ mouse bispecific antibody preferably. 

[0049] According to this invention, useful duplex singularity and the useful 
Mie singularity antibody are activated, and a T cell is re-deflected to a tumor 
cell. The different-species full duplex singularity antibody which will be used 
preferably : chosen from the combination of the following one or more 
isotypes Rat-IgG2b / mouse - IgG2a, Rat-IgG2b/mouse-IgG2b, rat-IgG2b / 
mouse-IgG3; Allotype [ of rat~IgG2b / Homo sapiens-IgG1 rat-IgG2b/Homo 
sapiens-IgG2, and the rat~IgG2b / Homo sapiens-IgG3[East ] It is the 
allotype of joint], and the rat-IgG2b / Homo sapiens-IgG4; rat-IgG2b / 
rat-IgG2c; mouse~IgG2a / Homo sapiens-IgG3[white races to G3m(st) = 
protein A. Do not combine with G3m(b+g) = protein A. Below, as * ] 
mouse-IgG2a / mouse-[VH-CH1 shown, VL-CL]- Homo 
sapiens-IgG1-[hinge]-Homo sapiens-IgG3* — VH-CH1, and -[CH2-CH3] 
mouse-IgG2a/rat-[VL-CL]- Homo sapiens-IgG1-[hinge]-Homo 
sapiens-IgG3* -[CH2-CH3] mouse-IgG2a / Homo sapiens-[VH-CH1 — 
VL-CL]-Homo sapiens-IgG1-[hinge]-Homo sapiens-IgG3*-[CH2-CH3] 
mouse-[VH-CH1, VL-CL]- VH-CH1 and Homo 
sapiens-IgG1/rat-[VL-CL]-Homo sapiens-IgG — a 1-[hinge]-Homo 
sapiens-IgG3*-[CH2-CH3] mouse — VH-CH1 and -[VL-CL]-Homo 
sapiens-IgG4/rat-[VH-CH1 — VL-CL — ] - Homo sapiens - IgG — four - 
[ — a hinge — ] - Homo sapiens - IgG — four — [ — CH — two — N 
terminal region — ] - Homo sapiens - IgG — three — * — [ — CH — two — 
a C terminal — a field — : — > — amino acid — 251 — place — ] - Homo 
sapiens - IgG — three — *-[CH3] rat-IgG2b / mouse-[VH-CH1 — 
VL-CL]-Homo sapiens-IgG1-[hinge-CH2-CH3] rat-IgG2b / 
mouse-[VH-CH1. VL-CL]-Homo sapiens-IgG2- [hinge-CH2-CH3] — 
VH-CH1, and rat-IgG2b/mouse-[VL-CL]-Homo sapiens-IgG — 3-[allotype 
of hinge-CH2-CH3 and the East] rat-IgG2b / mouse-[VH-CH1 — 
VL-CL]-Homo sapiens -IgG4-[hinge-CH2-CH3] Homo sapiens-IgG1/Homo 
sapiens - VH-CH1 and [VL-CL]-Homo sapiens-IgG1-[hinge]-Homo 
sapiens-IgG3 — *-[CH2-CH3] Homo sapiens-IgG1/rat-[VH-CH1 — VL-CL 
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— ] - Homo sapiens - IgG — one - [ — a hinge — ] - Homo sapiens - IgG — 
four — [ — CH — two — N terminal region — ] - Homo sapiens - IgG — 
three — * — [~ CH — two — a C terminal — a field — : — > — amino 
acid — 251 — place — ] - Homo sapiens - IgG — three — *-[CH3] Homo 
sapiens-IgG1/mouse-[VH-CH1 — VL-CL — ] - Homo sapiens - IgG — one 

— [ — a hinge — ] - Homo sapiens - IgG — four — [ — CH — two — N 
terminal region — ] - Homo sapiens - IgG — three — * — [ — CH — two — 
a C terminal — a field — : — > — amino acid — 251 — place — ] - Homo 
sapiens - IgG — three — *-[CH3] Homo sapiens-IgG1/rat-[VH-CH1 — 
VL-CL — ] - Homo sapiens - IgG — one - [~ a hinge — ] - Homo sapiens - 
IgG — two — [ — CH — two — N terminal region — ] - Homo sapiens - IgG 

— three — * — [ — CH — two — a C terminal — a field — : — > — amino 
acid — 251 — place — ] - Homo sapiens - IgG — three — *-[CH3] Homo 
sapiens-IgG1/mouse-[VH-CH1 — VL-CL- — ] - Homo sapiens - IgG -- one 

— [ — a hinge — ] - Homo sapiens - IgG — two — [ — CH — two — N 
terminal region — ] - Homo sapiens - IgG — three — * — [ — CH — two 
a C terminal — a field — : — > — amino acid — 251 — place — ] - Homo 
sapiens - IgG — three — *-[CH3] Homo sapiens-IgG1/rat-[VH-CH1 — 
VL-CL]-Homo sapiens-IgG1-[hinge]-Homo sapiens - IgG3*-[CH2-CH3] 
Homo sapiens-IgG1 /mouse - VH-CH1 and [VL-CL]-Homo 
sapiens-IgG1-[hinge]-Homo sapiens-IgG3 — *-[CH2-CH3] Homo 
sapiens-IgG2/Homo sapiens-[VH-CH1 — VL-CL]-Homo 
sapiens-IgG2-[hinge]-Homo sapiens - IgG3*-[CH2-CH3] Homo 
sapiens-IgGVHomo sapiens - VH-CH1 and [VL-CL]-Homo 
sapiens-IgG4-[hinge]-Homo sapiens-IgG3 — *-[CH2-CH3] Homo 
sapiens-IgGVHomo sapiens-[VH-CH1 — VL-CL — ] - Homo sapiens - IgG 

— four - [ — a hinge — ] - Homo sapiens - IgG — four — [ — CH — two — 
N terminal region — ] - Homo sapiens - IgG — three — * — [— CH — two 

— a C terminal — a field — : — > — amino acid — 251 — place — ] - 
Homo sapiens - IgG — three — *-[CH3] mouse-IgG2b / rat-[VH-CH1 — 
VL-CL]-Homo sapiens-IgG1-[hinge]-Homo sapiens - IgG3*-[CH2-CH3] 
mouse-IgG2b / Homo sapiens - VH-CH1 and [VL-CL]-Homo 
sapiens-IgG1-[hinge]-Homo sapiens-IgG3 — *-[CH2-CH3] mouse-IgG2b / 
mouse-[VH-CH1 — VL-CL]-Homo sapiens-IgG1-[hinge]-Homo 
sapiens-IgG3*-[CH2-CH3] mouse-[VH-CH1, VL-CL]-Homo 
sapiens-IgG4/rat-[VH-CH1, VL-CL]-Homo sapiens-IgG4- [hinge]-Homo 
sapiens-IgG4-[CH2]-Homo sapiens-IgG3 — *-[CH3] Homo 
sapiens-IgG1/rat-[VH-CH1 — VL-CL]-Homo sapiens-IgG1- [hinge]-Homo 
sapiens-IgG4-[CH2]-Homo sapiens-IgG3 — *-[CH3] Homo 
sapiens-IgG1/mouse-[VH-CH1 — VL-CL]-Homo sapiens-IgG1- 
[hinge]-Homo sapiens-IgG4-[CH2]-Homo sapiens-IgG3 — *-[CH3] Homo 
sapiens-IgG4/Homo sapiens-[VH-CH1 — VL-CL]-Homo 
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sapiens~IgG4-[hinge]-Homo sapiens -IgG4-[CH2]-Homo sapiens-IgG3*- 
[CH3 [0050]] According to this invention, a useful antibody is a monoclonal, a 
chimera, recombination, composition, a semisynthesis, or a perfect antibody 
that was embellished chemically, for example, has Fv, Fab, scFv, or F(ab)2 
fragment preferably. 

[0051] The antibody (called a "hominization antibody") changed by the 
approach that it is preferably suitable for the application to Homo sapiens of 
the antibody of the Homo sapiens origin, a derivative, a fragment, or them is 
used (for example, Transplantation(s) 57 (1994), such as J.Exp.Med.175 
(1992), 217;Mocikat(s), etc., such as Shalaby, 405). 

[0052] An antibody various type [ above-mentioned ] and preparation of a 
fragment are clear to this contractor. For example, preparation of the 
monoclonal antibody of the mammalian origins, such as Homo sapiens, a rat, 
a mouse, a rabbit, or a goat, may be preferably carried out using a common 
approach which is described by Kohler, Milstein (Nature 256 (1975), 495), 
Harlow and Lane (Antibodies, A Laboratory Manual (1988), Cold Spring 
Harbor), or Galfe (73 (1981) Meth.Enzymol. 3). 

[0053] It is possible to prepare the antibody described by the recombinant 
DNA method according to a technique still clearer to this contractor 
(Proc.Natl.Acad.Sc.USA 90 (1993), such as J.Immunol.154 (1995), 
4576;HollingeKs), etc., such as Kurucz, 6444). 

[0054] The antibody used by this approach may be designed and produced 
by this contractor without too much burden. (11) describes the approach for 
obtaining the duplex singularity and the Mie singularity antibody which are 
used for this invention from the list of indicated references, especially a 
reference (7). [0055] Especially documents (9), such as Greenwood, indicate 
exchange of the single immunoglobulin domain (for example, CH2) by the 
croning process for which were suitable. The combination of the new 
antibody described by claim 9 may be offered by using these croning 
processes. : which has the following as an example — Homo 
sapiens-(VH-CH1, VL-CL)-Homo sapiens IgG4-(hinge)~Homo sapiens 
IgG4(N terminal region of CH2)-Homo sapiens IgG3*(C-terminal field of CH2: 
the 251st place of > amino acid)-Homo sapiens IgG3* (CH3). 
[0056] bispecific antibody: — antibody [ for preparation of Homo sapiens 
IgG4/Homo sapiens-(VH-CH1, VL-CL)-Homo sapiens IgG4-(hinge)-Homo 
sapiens IgG4(N terminal region of CH2)-Homo sapiens IgG3*(C-terminal field 
of CH2: the 251st place of > amino acid)-Homo sapiens IgG3* (CH3) ]: — 
the combination using Homo sapiens IgG 4 is prepared by single cell fusion 
which is described by the document (6). 

[0057] On the other hand, although preparation of an antibody with the 
singularity from which 2 called a bispecific antibody differs may be carried 
out using a recombinant DNA method, on the other side, it may be carried 



11/17 



JP,11-071288,A [DETAILED DESCRIPTION] 



http : //www4 . ip dl . n c ipi . go . jp/cgi-bin/tr an_web_cgi_e jje 



out by what is called the hybrid hybridoma uniting method (for example, 
Nature(s) 305 (1993), such as Milstein, 537 reference). By this approach, the 
hybridoma cell lineage which produces the antibody which has one desirable 
singularity, respectively is united, and the recombination cell lineage which 
produces an antibody with both singularity is identified and isolated. 
[0058] The problem which exists in this invention may be solved by duplex 
singularity and the Mie singularity antibody as long as the property and 
activity by which the characterization is carried out to claim 1 are shown. 
Preparation of the antibody which has the singularity of 2 and 3 as shown 
below is described by the detail. Offering this duplex singularity and the Mie 
singularity antibody belongs under the category of this field, and the 
reference which has described this method of preparation is incorporated as 
reference as a whole here. 

[0059] Preparation of an antibody with the singularity of 3 called the Mie 
singularity antibody suitable for replying to the fundamental problem of this 
invention may be carried out with the gestalt of a ''single chain adjustable 
fragment" (scFv) by joining the third antigen binding site which has another 
singularity in one of the H chains of IgG of a bispecific antibody. scFv is 
:-S~S(G4S) nD-I combined through the linker of the following [ one ] of an H 
chain. Linker (S= serine, G= glycine, D= aspartic acid, 1= isoleucine). 
[0060] It is similar, Mie singularity F(ab)2 structure is prepared by permuting 
CH2-CH3 field of the H chain of the one singularity of a bispecific antibody 
by scFv of the third singularity, and CH2-CH3 field of the H chain of other 
singularity is removed by recombination of the same kind etc. by installation 
of the stop codon into a code gene by one side (at end of a "hinge" field). 
[(Refer to drawing 5) 0061] It is also possible to prepare a Mie singularity 
scFv structure. In this case, the VH-VL field of 3 showing the singularity 
from which 3 differs is put in a row and put in order (drawing 6). 
[0062] A perfect bispecific antibody may be used according to this invention. 
A perfect bispecific antibody is the combination of the antibody one half 
child (one immunoglobulin H chain and an L chain respectively) of 2 who 
expresses one singularity like the usual antibody, respectively, and has Fc 
part which shows the effector function in which it was known well 
additionally. They are preferably prepared by KUADDO Roman law. This 
method of preparation is typically described by DE-A-44 19 399. This 
document is the purpose of a perfect indication of a bispecific antibody, and 
is incorporated as a whole as reference also in the viewpoint of a definition 
of this antibody. It may be used in the range in which other methods of 
preparation naturally bring about the above-mentioned bispecific antibody 
with perfect them needed according to this invention. 

[0063] For example, by the producing method (6) developed newly, a perfect 
bispecific antibody may be prepared in sufficient amount The combination of 
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the bispecific antibody of 2 minimizes the danger that the tumor cell which 
has discovered only one antigen will not be recognized, to the neoplasm 
relevance antigen (for example, c-erb~B2 like GA-733~2=C215, ep-cam) with 
which two differ on a breast cancer cell. 

[0064] Anti-c-erb-B2 x To attain antitumor immunity nature is also tried by 
processing using duplex singularity F(ab')2 fragment with the singularity of 
anti-CD64. The main advantages of bsF(ab')2 fragment are that only a 
FcgammaRI+ cell is re-deflected to a neoplasm for the singularity used. While 
bsF(ab')2 fragment has the capacity which destroys a neoplasm directly, for 
themselves [ these ], they cannot establish antitumor immunity nature. Only 
a T cell with a specific T cell receptor has this capacity. While a FcgammaRI+ 
cell can activate a neoplasm specific T cell indirectly by presentation 
(minding MHCI or MHCII, respectively) of the neoplasm specific peptide 
which follows the phagocytosis of for example, a neoplasm constituent, the 
effect of induction of an antitumor immunity system is not so high in this 
case (it has set to 30% of the patient, and is a chisel). 
[0065] The further advantage of perfect bsab which can re-deflect a T cell 
as compared with bsF(ab')2 above-mentioned fragment is :1. described 
below. In perfect bsab, it is combinable with an Fc receptor positive cell, and 
it can contribute to destruction of a neoplasm directly by one side, and by 
ADCC (antibody dependency cell mediation sexual cell toxicity 
(antibody-dependent cell-mediated cytotoxicity)), as mentioned above on the 
other hand, it can contribute to T cell activation directly. 
2. Turn an anergy nature neoplasm specific T cell to the tumor cell which 
may be directly reactivated by the neoplasm according to this invention 

according to the perfect T cell re-deviation bsab. this — anti CD64x It 

must have been finished using bsF(ab')2 fragment with the singularity of an 
antitumor relevance antigen. 3. AnthCD64 x While it was only that bsF(ab')2 
fragment with the singularity of an antitumor relevance antigen can only 
finish antitumor immunity nature by 30% of the patient, according to this 
invention, the prevention in 100% of an animal might be finished in the 
experiment by the mouse using perfect bsab of a T cell re-deviation. 
[0066] Association of bsab to Fc gamma-RI is : (1) which has the important 
advantage of 2 in the viewpoint of the optimal antitumor effectiveness. 
Probably, the Fcgamma-positive cell has contributed to the antitumor 
effectiveness of the cytotoxic T cell which can remove a tumor cell using 
ADCC and is turned to the tumor cell by bsab at (1 1) and this point 
interdependently (13). 

(2) An Fc gamma-RI-positive cell (it is (like monocyte / macrophage / 
dendritic cell)) can offer the same important costimulatory signal as antigen 
presentation to a T cell, and can prevent anergy-ization of a T cell by it The 
stimulated T cell which has the T cell receptor which recognizes a neoplasm 
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specific peptide (shown on a tumor cell through an MHC antigen) as a 
desirable by-product for a perfect bsab mediation nature interaction with the 
accessory cell of a T cell and a tumor cell may exist as furthermore shown in 
drawing 1. In this case, the costimulation needed for right activation of a T 
cell will be offered by the accessory cell (for example, monocyte). At this 
point, the antibody of this invention except direct T cell receptor 
non-dependency bsab mediation nature neoplasm destruction (drawing 1 A) 
will also surely activate and produce the neoplasm specific T cell (drawing 1 
B) which continues a patrol within the after [ decomposition ] patient of 
bsab. that is, by perfect bsab (for example, the inside of a tumor cell — 
incorporation of a costimulatory antigen like B-7), the neoplasm tolerance in 
a patient can be overcome like gene therapy-approach. 
[0067] With this point, upper accommodation of the manifestation of Fc 
gamma-RI is succeedingly carried out in each one of cells at a G-CSF 
therapy. 

[0068] Description will be carried out [ above-mentioned ] and this invention 
will especially be described below in respect of the bispecific antibody. Of 
course, the Mie singularity antibody may also be used instead of a bispecific 
antibody in the range equipped with the preparation with which they were 
made. 
[0069] 

[Embodiment of the Invention] 

immunization (short-term incubation) 1. in the immunization protocol ex vivo 
preparation of the single cell suspension (107 -109 cell) of the self-neoplasm 
matter (or self^tumor cell same neoplasm type) origin — and — 
succeedingly — gamma ray exposure (50 to 100 Gy). 

2. It is addition of bsab (5-50microg), and 4 degrees C, and is an incubation 
for 45 minutes. It is the washout of an uncombined antibody after that 

3. Regrouting of cell mixture (i. v.). 

[0070] preparation of the single cell suspension (107 -109 cell) of the 
immunization (long-term incubation) 1. self-neoplasm matter (or self-tumor 
cell same neoplasm type) origin in ex vivo — and — succeedingly — a 
gamma ray exposure (50 to 1 00 Gy). 

2. Addition of bsab (5-50microg), incubation for 45 minutes. 

3. Addition of PBMC (108-1010) [1x109 cell instead obtained from :T cell 
AFERESHISU (aphaeresis)], 

4. Act as the monitor of the T cell reactivity by transfer of an amount to 
self-breast cancer cell lineage (MCF-7, MX-1) etc. five to seven days after. 

5. Regrouting (I. V.) (in Case of T-Cell AFERESHISU: Frozen Preservation) 
Abbreviation of PBMC Cultivated from the 4th within Patient in the 14th Day 
:P BMC and Peripheral Blood Liquid Mononuclear Cell;I.V., Intravenous [0071] 
Although it is the same assay, depending on addition of cytokine, the main 
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effectiveness of immunization by this ex vivo in the animal model is instead 
shown by the assay carried out using common bsab (rat IgG2B x there is no 
activation of the accessory cell by bsab of the subclass combination of a rat 
IgG 0(5). 

[0072] The advantage of the approach indicated by this and the contrast 
target here consists in "self-satisfaction" ("self-sufficiency") about the 
cytokine (it is (like INF-alpha or TNF-alpha)) needed for upper 
accommodation of MHC1 on a tumor cell by activation of the coincidence of 
the T cell to a tumor cell, and a accessory cell (monocyte/macrophage, 
drawing). This is finished with the specific subclass combination mentioned at 
the beginning of perfect bsab used here. In the case of a short-term 
incubation, these processes are produced within a patient. The further 
advantage of a short-term incubation is in the following points, (i) Avoid 
cultivating cell suspension using the blood serum content culture medium 
needed by another approach, (ii) The culture which a price requires 
according to GMP accommodation for this reason is also avoidable, (iii) A still 
more important field is being able to avoid the side effect by bsab which may 
happen, respectively, or being able to decrease, since there are few amounts 
of the antibody applied intentionally. 

[0073] The advantage in a long-term incubation is that, as for bsab in in 
vitro, after [ for several terms ] itself disappears (and so, this approach may 
be established as a "medical supply", although not established as "physic"). 
[0074] 
[Example] 

Dissolution H-Lac78 of the tumor cell of the bispecific antibody mediation 
nature by the example 1 self-T cell is cell lineage which was established from 
the hypopharynx gun and has discovered epcam with a high level (itself 
FACS data). Production of a self-cytotoxic T lymphocyte was detectable 
using the peripheral mononuclear cell (PBMC) obtained from H-Lac78 and a 
volunteer. H~Lac78 (2x104) of a constant rate was incubated with PBMC of 
various amounts under existence of bsab (anti-Epcam x anti-CD-3) or 
un-existing (10ng) for this purpose. The seven-day back PBMC was removed 
and it analyzed by flow cytometry. The number of H-Lac78 tumor cells was 
detected to coincidence, activation of a T cell — formation of a cluster — ; 
observable under a microscope — growth is proved by incorporation of radio 
label thymidine — I will come out Detection of the remaining tumor cells is 
carried out under a microscope in a peripheral blood liquid cell like what is 
depended on the epithelium marker epcam which is not discovered. As shown 
in drawing 2, H-Lac78 cell was completely dissolved under existence of bsab, 
namely, the epcam positive cell was not detected by the flow cytometry of 
seven days after. These data were checked by microscope observation. By 
contrast under un-existing [ of bsab ], the confluent layer of H-Lac78 cell 
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was observed in the well, and FACS was able to detect the epcam positive 
cell. 

[0075] the activation self by transfer experiment — in the detection length 
**** transfer experiment of CTL, PBMC which incubated under existence of 
bsab or un-existing, respectively was transferred on H-Lac78 cell having no 
re-addition of bsab, and new. Even in this case, although the tumor cell was 
dissolved, it was going too far by PBMC activated by bsab before. The 
dissolution of H-Lac78 was perfect within 24 hours to the rate of PBMC of 2 
for H-Lac78 cell of 1. the addition of interleukin-2 (IL-2) with this external 
result — there is nothing — self — it is shown that CTL is produced. Since 
IL-2 are indispensable to activation of a T lymphocyte, the data obtained 
here suggest that IL-2 are produced by bsab mediation nature activation by 
the T cell itself. Being able to check induction of IL-2mRNA by addition of 
bsab by subsequent RT-PCR, bsab was more clearly [ than the original start 
antibody ] excellent there (drawing 3). Since IL-2 are described as antitumor 
effective cytokine, as for this observation, in that limitation, administration of 
the whole body of IL-2 in important;, however suitable concentration has a 
limitation for that toxicity. By contrast, since IL-2 are guided by perfect 
bsab, for example, cytotoxic risk does not appear in local production of IL-2. 
Moreover, since effective induction of IL-2 (and IL-12) needs a stimulus of a 
T cell through a T cell receptor and CD28, this shows the importance of the 
Fc receptor positive cell in the T cell activation by perfect bsab (on 
conditions of the ligand of CD28, CD80, and CD86). 
[0076] In order to reply to the problem whether example 2 bispecific 
antibody can guide long-term continuation antitumor immunity nature, 
affiliated B16 tumor cell of 5x103 was used, and it injected with C57BL/6 
mouse first a two days after group — it processed using perfect bsab which 
prepares a mouse (18 animals) by KUADDO Roman law, and recognizes the 
target structure on a tumor cell (ep-cam/C215= neoplasm relevance antigen) 
like CD3 on a T cell. The second group (six animals) received a mol of a Fab 
fragment, such as having the singularity of both which are contained only in 
bsab. Or all the animals of a Fab control group died in less than 56 days, 
while it had to be made the sacrifice, 14 survived among the animals of 18 
processed using bsab. Although injected with the animal of surviving 14 with 
another dose of 750b16 tumor cell 144 days after injection of the first of a 
tumor cell, there was no administration of bsab at this time. The 
non-processing animal of 5 was medicated with the tumor cell of the same 
number as control. While the animal of a non-processing control group's last 
had to be made into the 66 days after sacrifice of neoplasm injection, all the 
animals processed by bsab survived (monitor period: 120 days which will 
follow the second tumor cell injection). The survival graph of an experiment 
with which 2 by which drawing 4 A and B was also referred to : mentioned 
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above continues. 
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* NOTICES * 

JPO and NCI PI are not responsible for any 
damages caused by the use of this translation. 

1 -This document has been translated by computer. So the translation may 

not reflect the original precisely. 

2.**** shows the word which can not be translated. 

3.1n the drawings, any words are not translated. 



DESCRIPTION OF DRAWINGS 



[Brief Description of the Drawings] 

[Drawing 11 It is drawing showing the role of the accessory cell in the tumor 
immunity therapy using a bispecific antibody. 

[Drawing 21 It is the graph which shows destruction of the tumor cell which 
follows administration of the bispecific antibody proved by flow cytometry. 
[Drawing 31 Although it is possible at a perfect bispecific antibody, it is 
drawing showing impossible cytokine induction by the partial antibody. 
[Drawing 41 in It is the graph which shows the effect of an approach of 
having followed this invention in vivo. 

[Drawing 51 It is drawing showing Mie singularity F(ab)2 antibody. 
[Drawing 61 It is drawing showing a Mie singularity scFv antibody. 
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£©?£««: t, > fcft/c. C in h ©£xf*B^©*S£ 

mzm<. 

[0006] &iw>tmtic*s^xfflSigm-cm^tytiz> 
mm*, e«wtc.ft«rtccaEAShrt>fc. com? 

-^•©IiJg;fg£feK:<fc-?T\ ftftBin vivor-©jiffl© 

[0007] 

m§.©te*&. ^{cctu^jfcs^^^Lasif a c i 4 

B« 4 0 fc © * C 4 jW^W© B »r * * . 

[0008] i/Wot c©aw«w«5hjK 

J:»)»ttK:«fttig«3<TCt»4*ffiCC«tot:«Latf6 

*»*6©»*ti.>*tt«tt««ei«i»*ji*>6we 

[0 00 9] *^©^OS»®g)»Cvf*4^tyM^ 
[0 0 1 0] *JMI!<Z}£&*JB(,> a CiK J: -jt, SE 

MMH#ita=ffittiitt&cF/s fcttHS®itttin# 

»»B*©eEttWfflia#»6ftTl»*.^*fcB»ft 
[0011]$ i5«:*«MBB«m*©?l»RW?6« 
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K*tf*. «f{c$ia*ftffi3ft*jj:cmK:ff * o < bam 

^RJ>-)S)Iffl»i!^©ffiffl(cMT4. 
[0012] ^ccnig{f(2(c*5i,irs«sns 
faucet*). fiJW«tttt«^tt3Wl«3ti5ci3&J^ 
Sfta. 79XKfel>TXtt3ftftM©MMItt*. t h 
KM£0ffxac4«gr£>a. »*f4<,>5fi»Wft 
«BfeJW*W!*ffll>* Ci(C«fc-> Tfflfli^ ft»* C 4 *J 

io B. — 3«±©5a-f--^3>{cj:o-C^©jl^t6 
fcfcffeu *fctt-t©a««ffi*«iE<ti/Ti>a^r©ioi 
ia-c*4„ cne.©s j.-f-^>a>©fc&. jugm 

[0013] *f^{Ct/fc#^fcttIftffittB. SEJ1 
*©«HW* /cB*«*rC $ A * £K«Rt//* fc»3 
>Ho-;l/*HtfiSSti4*ffi©J:54. gE^CC^T 

S4«©#©fta3fi*isttftr a c 4 jc«t o rs«s ft 
a. 

[0014] *»WKlyfc*Jor, ±iB#*.6ftfc5t3& 

20 ©r«:*a*r©«H©»«B. jfcerffitciotf^ifs 
ftff a. #k±sm«. ia#>. # 
m. «. *aa^©&#>#i&«sft»*. $ 

6CC» J 1/ < BSJfiHSR^ 'J »<Sc©<J: -5 ft#±£M 
iS, aofJF»B©J: 5 -f ;b*R»14©H«*«i6S3 

ft&a. 

[0015] *»«ICI/fci!-jt. £«5S£rffi«FS14 
UtftR^/* fcB=ffiftittttnf*#fflt,> 6ft a. C ft 6 

©inttaaa* ^ -o r f#6 ft tmrnn (gEj»g 
nun) *fflt>rex vivo-c«84^ft4„ mzmw&x 
30 Kfc^ra^jffljao^s^KFih-rafcA. HflmnBffi 
»4fi»i-a«jcft«auia«©j: 5&*iiwtciW9rc* 
a*©c*j^rffia$fta. ft*tJMitttc9i*ifci>Tji 
«neiBB^a«r fi^attinttRc;/* b =a«fa 

*r©!n#*iffli>6ftat>B-cB4<» 
a. tttt>%m^fd^im^tm<o»ifiismsti. 
*ft6B^i»«:*ji>r»«-c*a. f^ft^^ai'5 

fcBSiS(S)©^ y d ^ y 0 «a J: 5 
40 -e^wftB^eta^ 

[ooi6] c*i6©3E^jwr*«fattaot/*fcB 

=««HttCi»B. «T©tt«*3 6K:»-3j:^KjBlli 
$ft4-C*6^ : 

a--mBia^5^-rsc4; 

/3 < 4 «>— 3©«saiia±©isjs(K:e^-rac 

4; 

r-*©Fc^(-*1#gteinft©JS£)ftJ:->T. SAc 
B*H©^^tt(=S1tStt!n<*©ii^)tcJ:-,T. FcS 
««ssPS?^ ^ ^iffl)i2(C*S^-r 4 C 4 ; 

so [0017] *3ffl<ffitcft* L^mmmmt l-cb. 
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5z±mm-mttm&RV/$ tdtE&mm&inite fcs 

t# <e> n/c asiJBifffljisi^^^ta: s & & sb&a© fca>«:ss 
s tifc <> o r* * . * tiaffl*. « Ate* L /c«a«c 

[0018] Hfifcattfitf*©*^ R3HS*W«yf - -f 

i$mmmm)±<D -? > y - * gg{*© <t 9 affioctH* 
[0019] **w©^rffiacfcc-ciEas*i-ci>4Ci 

5. W£ U < ttW^f:MKteWH*©^©a©*& 
"C. »* U < tt£/jN©^©&ft(MRD)©«£©&:gr 

©Ssofei^^^o.ft^Kfc^rt*. $&hcc LtcWix 

«ttStiS55fffi©fiefflt*«fKja*W-C*5^. ,20 
[002 0] *IBM©*ffi*fflt>*CitCJ:o-C. &*D 

©t»fia> 6 » 6 nr * 0 «tk «t *) » Ifflcc sa s nt: t > 
[0021] *iiw{ci//c*J-5rwffl^^a-ffi^tt 

KEfc*n©4>©-C£>£#. J5fl©SttTtt*ft6«$fflWC 
fcl>TjW©Tfej$3*l£&©-C£>&. bsaMC*ftS{&|4 
Lt(J, &#>©cfc^±£®^Tm>6ft5tn:cD3 x 
fcepcanfc<*#ff*E-f*. 

[002 2 ] *I£H^(C UcifiiX , 2©#i£©^' ') I- 30 

1. >a>. Rtf 

2. fiWW-f 3 >. 

[0 02 3 ] JgaSW-f >+A'«-i'3>B@Eii4S 

^^©Wfol SfcttlQ&J&>63l$lfll. *fc»3 6(C 
Iff* b < » 15#*» 6 M ©JHIBI . $ 6 Kff £ U < «15 
h lB#Fa1©W3ra 4 * < - ~> 3 > * £ C 4 * t > 

9. *brc©^r!«*4**-ysiifcj»wiBi*' 
W£A©fca?>ism-f So 40 

[002 4] ftJWW-f>*a^-^a>tteBB«liia 
£tnf*4 6F + -i;TSA:©CC, £ji0#fr65Bm 

^iWbI -y * -> 3 >-r & c t z t,^ . m>?& 

«©M«. »* b < tt*«M©iW8ffllS(PBM:= p 

eripheral blood mononucl eated cell) ^tt]^.. -€-LT 
-en*^c ©11-^*1*^143. iff 35 b< «3^p>ioa 

-e t, r <t o l < « e*> 6 loH 4 1 » o fcgww* wra 
y h-r*. ftto 9 «:««©*> ^-oo^ffit* 
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SftgEfflKf* 4 . * L r MO Jltttin t ftHtS -S 5 C 
4-C&S. C©^ffi"C«. B)»KMT2./c< ^©ftffi 
«£rAft*DET£J( , prirninq")T£C4#ex viWC 

EXb&if^ns. *©«che>©*us*.*&rtK:ffffiA 

[0 02 5] iHiW&in vitro?©*!*!*. iE&Stlfc 

*fct*=fi«fattin*©asftia < MWanasritw-c* s 
[0026] &mm'(^**'<-i' 3 ymmmim 

«a^fflsa±cc)@^t$nfc^*ns«FMt4Cift©F 
©rSttft*^<. 

[0027 ] ftjKffcoiiSsftiift^-rifcJbtc. 

> * * *c - 3 t tot smm -i > * » "c- s 

[002 8] SU»«ia±-C««iBart7-D -b i^v-> 

* ij - (^Df7V - Affi£{#) 4 |Sl^|KMHCl©±?JitPlp 

WMBISK-r^afiSOA:^^ Ytj-ils (inf-t R^T 

NF-a©<t^^)©)!aa©/c«?)^L;^„ THBis©-tti$a 
bsawcj: o -cmMnia«%«$ 

*©taBSft«3fifc*/cift*:Sn5. 
[0 029] bsabtc J:*Fc3CSI*#yf -r ^W©rS14 
fb«> ^-tl^nbasb©-y-^'i'7X^/ctJ^7'i'^X3> 
W-i/3>(CffiSt5. in vitroT-OH&CCTnSft* 
J;^6C, 0Ox.iiv^XIgC2a/7 v hIqC2b©-y-^'i' 7^ 
3 > b**-i/ 3 >©bsab«, FcSifft^^f- A 

e^r*s*ico. cti6©fflia%lt«^lffiK:iSttfb-r 
€.c4«^6*>k:-c*^ik2). 

[0030] 3t^^Cbsab«^SS©— ^(^IxtfCD3^ 

ticD2(c»-r 5 )*^- o -cmmcmGLffitit? % c 4 

*5p]ffiJ(c-C^5*5, bsab© FcSB^ (C^^ b Fcg&ft ^ 

^f- ^ifflia**©«$ij»(f tftM*> -tMmic&mz 

tlZ>V$>6') < , ? t£ t> % bsab©— o©Jg-^Se=Sr^ b /cT 

i«a^©Fc3es##yf-^^imas* 

©tt$iJ?a-> ^^;b©[S]B#K:^ D h irm<m&&t>ittm 
*J. SSW«ftTMil»Sttft*?l»iliCl-(HiA). M^iffl 

■nffliStt. *SM©ex vivo-C©iT^tCl/fc*lorff?§ 
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too3i] mamftisjkommictevz 3 httzmg 
nattft zhZTtwj -mm m®r? >?u?y- 

Kffi05#JtlttCD4«#£jl $ ftfi 5 . 3 6 CttUlttjB 

*&t.g©3S>g-cffigftg:?il£}fS D £. 
[0032] zafiFHttao^fi^attCiftB. —5© 10 

*ftKJ:-9T-tft6B-iM h*4>4&ffl-r 
£C£tCj;oT$fcB7*r-^X;fr£tt^-XACC 

«t-9rB)8«tt«rii«-rsT«iia*ffitt^-rs. 3 etc 

Ci*M6*K?IttKb. *ftJCJrr>Tft«Hlittfcfljfl: 
S (HlB). COMLTKOMMItt* fcBHttltg 
ttfcf*©S5£&Fcgi3#«, f9/7?P7T-ySOf 20 

ft h <om m &z ft 6 § #hbms& tc& »j soy* fc bisj 
«*kthiikhc»t zmwsMmi' v±>\>*im? z c 

t £H§g-f £ £ l> » 5 * r^Cgg-ca 6 (Hib). c ©# 

victtoxbrnmstizct tAaimt. & *) tciifcft s . 
[0033] -mmm.v/*tc\t=mnmKMt 

■mmowmfa, Rtf-«#ittt*fcBz*#gi4tnft 

<DFdH5^«:tS^b?cTi'-fe-t»- , ;--«{c<l:5i^nilK© 30 
PP$CCifH£££»<tB. WSWttTMBccTDOT*;!/ 

ttaatiawattRaf/* fcB=si*sttSH**JHt> 
ftf^ *ft£j:oTfij^OTW$fsiSB&#aN**ft8 

[0034] &f£©ffiB. |B)Si©liSRc>'5S:£&bsab£ 
fc^? 9 * SrflJC > tcfmfr h ©^ti W£ i n vi voC© r - 

JtciotJf^hS. cft6©58SI(c*j(,>T> Sit-© 40 
®Sa*t©f£bsab£ ffl 1 > r l t MS 3 h®fcl4©«& 
iB}©^^^S|J©14*J. £-©tt*f©&i44B-C©4>5- 
&©!&■&»« bsab© 3 6 % 

[0035] umsttaoy* fc»=a«F»it!S#K 

<fc£ex vivot?©$^{tfCfcWSfc5-o©M£B. (i) 
i8C»)»*fflfPffl**/Wtf*Ci. (ii) »©^-CM 

gWfflia(c»-r*Ha(te^K©*s^43 > h n-^-r a c 
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3 ft -f > * » ^ - •> 3 ^«l5IMI<X>m]m^ 0 #B?3 ft Z> C 

£r$>So c©#v£rBc©$u£ftB. fiftttSJWt* 

[0036] 

[ai!iB*w«-rs/c»©^a] ®wtoRtfswfl ! H>* 

A ^ - •> a K fe I > X . H^ttiaBCtft: i 10##> 6 5 
^W©WB«±. »*0<«3NfH35-C. 3 L 
< B2B#fiS*T\ *fcS 6CC»i L < Bl5#a>6H3Pig 
hSftS. Wib<BS[^>+*'<-->3> 

B4*cA^25"c©iagr' > o < B4'c*^io'cr 

HJ63ftS„ K-f >a>«»* 0<tt*tt© 

pHt»o^ v ~y y -4fflA«*©«BW»'CiaiSti 

a. ^a < j'f>+^<-'>3>©Ji^r-B. .f.^rt^© 

SttAB-tOftf <K|QS3li5. gJfflfi<H>*^- 
->3>ffitCfcOtB, C©7*H , >+a<-'> 3 >K?| 
*tfcl»r*S*«JiljSaiia«:Jll*. 3 6iClA>6l4B© 
ffln. i »)*(?* KB3*>6MB. 3e.(C!ii : SU<B6^ 

cc-r>+ ; x^- h-ra„ j?*b<Bc©-Y>+*-<-^ 

3>B-f > + a-^-$-K*5t,^-CCMP3>7 r ^ ^3 
WKMaiStlifc^S^CCood Manufacturing Production 

=GMP))©T£|5)^t$(gi3>7 r -< -> 3 >©Tf3rc-cn 

>©TTB> jfiLM)iaBf^t> , 3tcau/c3>7 r ^'>3> 
©T-CHSMUiaacffiiftiSK A h 3^1-C b 

[00 3 7] ±j3>L//c^> + a^->'3>3>7 :: -< i^3 
>Bf^£ L,T©A*.034rCl»S. fflt>6ti5S^lffl 

Baao*!n<*{ctRffu-c. flb©mn. sa. 3>f s ^i/ 3 

Rt>'— flSWtc^^a-/>+^-^-^3>3>f r -f 

#tttt3 > r i/ 3 > ^FiALf a C £ *SBJt6r & -5 5 . 
[0 0 3 8] :/W>*a^-'>3>©ISBIgifflliatt$? 
$ 0 < Bl0 7 *^lO'fflBa©Sr. 3 6K#f * L/ < B^lO 
•HBKWreJBli&ftS. ^^»«Bif^©H^tC 

-> s i§tRr * a B W»*J<fc V 4 >+ * *<- 
i^3 >JWIBI©SE{t). **W©*ffifc*tl>-C^>6ti4 
rffl«attaof/*fcB=ffl»*ttJnfl:B. 2*^100w g 
©IT, 3 6(cSfSU<B5*^70yg©ar > ^{CjfiPS 
U < B 5#>6 50 y g©fi-C A 6 *1 i> „ 
[003 9] fflt>6ftSg£ffiJiMS8B0!|*B. ttiiffl 

AB^/>vS!(^* i ffl^e)n, PH^B50*^ioocv©SS5 

warffli^ns. $fS9i©<b ^> — ^©JlteSS^rB. 
esmiiiiaB{b*w«««:j:o-c. «*«*©* 6 & 

a fc© v ^ h v 5/ >ccc <fc -j r« 3 ft 
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So 

[0040] **wccofc*sorfflc^nsin<*«, 0 

So 

[0 04 1 ] L<«, Ott.Cl^ClM.CDS.CDe, 

a>s J cD28,SC>7$^«aM4^LrT*fflia<h4DS ( , fc 
SStttf^f •/ 7Mmte'J>ft< ifcFcTSgfti.n,* 

[0 04 2 ] *»WCC0/c3SJorfflC»6h»5!n(*tt. 

«iacM«ia)aaf/*fc«Fcr5Si*i-*y^ ^fflis 

[0 043] **J|CC 0fc*SoTfl9C*6ti#S!n#B, 
^»CtJ^Od: 5 tCOMO.CDSO.CDSe.ICAM-l.ROVS 

m< 0 h^^>«fiFib<«IL-l,IU2,IU4 ( IL- 
6,11-8,11-12 f R07*fc»TNF-ar*S Q 20 

[0044] -rfflia^ott^ttt? as b < itmaoium 
[0 045] *»Mccufc3Wo"rfflt>6n#a-««F» 

x ftmmm&&mw&&Rv/£ tdmcoe x ffiBftn 

mmK^MmMtdmcDS x ffiBffiH&ttffiJBffi 
f*ao7*^B!SCD2 x!SII«Mattlall!af*acX/4/c 

tn««WitttCiJR!S*r**. 30 
[0 046] **WCCUfc3&JoTffll^h#SH»l$a 

tttnft*?* u< »:tta)3 x m&mm&\MKj$£iimv/ 

x tnM^Mffltt!nM!aftR?>7Sfc«CiCD6 x 

f*R07*fcB!JtCD2 x KBSIIBilttttJlRCiftacX/S/c 
l«nCD28 x !SBaHiitt!SJHCiftao c /*fct«ScD44 x 

[0 04 7 ] **|8^Lfc36JorWffltt=*«f»ttti(* 
«d>ft< it. TIMBER BS*fflllSM£*ERt/Fcg 40 

[0048] Hffl«Fai4!a*«»* 0 < fcm«3S±5 ? 
[0 049] *#HCC U/c*^TWffl*-S«fSt4RO' 

^(D3>bf*-^3>*6i8JI?Stia:^y h-IqG2b/V 50 
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^X-IgG2a,5 * h-I^b/V^X-LtfZb,? y h-IqG2b/ 
V^X-IqG3;7 ? h-IgG2b/b h -IqGl, 7*;/ h-IgC2b/t 
h-IgG2,7? KlqG2b/b b -IqC3[3Sj$CD7 4 y* G3 
m(st)=7'D^>f >AKtS6],7? h-IqC2b/t KlqG4;7 
^ h-IqG2b/7 ? h-IqG2c; 

v^X-iqG2a/b h-IqG3[6&A*I©7 P £ 7* G3m(b+ 

6] 

V »5 X -I qG2a/ V «J X - [VH-CH1 , VL-CL] -t h -IqGl- [ t > 
i/]_t H-IgG3*-[CH2-CH3] 

V^;*-IqG2a/7 ^ b - [VH-CH1 , VL-CL] - b h-IqCl-[b> 
^]_fc h-IqG3*-[CH2-CH3] 

V^X-IqC2a/b h -[VB-CH1, VL-CL] -b h-IqGl-[b> 
>>]-b h-IqC3*-[CH2-CH3] 

V^X-[VH-CH1, VL-CL]- 1 h -IqGl/ -5 7 h -[VH-Cf-fl, VL- 
CL] -t h-IqGl-[b>v]-b h-IqG3'-[CH2-CH3] 
V^^-[VH-CHl,VL-CL]-b h-IqG4/7 J b -[VH-CHl.VL- 
CL]-b h-IqG4-[b>v]-b h-IqG4[CH2CDN*ffinl^]- 
b h-IqG3' [CH2©C*iS8««:>T 5 >©25l{4]-b h-IqG 
3'-[CH3] 

75 h-IqG2b/V^^-[VH-CHl,VL-CL]-t: h-IqGl-[b> 
^_CH2-CH3] 

h -IqG2b/ V ^ X - [VH-CH1 , VL-CL] - b h-IqG2-[b> 
^-CH2-CH3] 

V v h-IqG2b/V^X-[VH-CHl t VL-CL] -b h-IqG3-[b> 
^-CH2-CH3, MftOTUZJ?] 

y v h -IqG2b/ V 0*- [VH-CH1 , VL-CL] - b h-IgG4-[b> 
S^-CH2-CH3] 

t h-IqGl/b h -[VH-CH1, VL-CL] -b h -IqGl-[b >i^]- 
b h-IcjG3"-[CH2-CH3] 

b h -IqGl/7 v h-[VH-CHl,VL-CL]-b h-IgCl-[b>^] 

-b H-IgG4[CH2CDN^S8ffiiS]-b h -IqG3' [CH2C0C^apl 

«:>7 ^ ^^25l(4]-b h-IqG3"-[CH3] 

b h -IgGl/V^ X-[Vli-CHl,VL-CL]-b h-IgGl-[b>^] 

-b h-IgC4[CH2©l^a«I«]-t h-IgG3" [CH20C^^M 

m:>T I y^25l(4]-b h-IqG3*-[CH3] 

b h-IqGl/7^ h-[VH-CHl,VL-CL]-b h-IqGl-[b>^] 

-b h-IqG2[CH2CDl^igM^]-b h -IgC3" [CH2©C*»« 

m:>T$ ylS25l(4]-b h-IqG3"-[CH3] 

b F -IqGl/-? ^ X - [Vfi-CHl. , VL-CL]- 1 h -IqGl- [ b > ^ ] 

-b h-IqC2[CH20N^jS«K^i]-b h-IqG3* [CH20C*S^ 

^:>T^ yf§25l(4]-b h-IqG3*-[CH3] 

b h -IgGl/7 7 h - [VH-CH1 , VL-CL] - 1 h-IqGl-[b>^] 

-b h-IqG3"-[CH2-CH3] 

b h -IqGl/V^ X-[VH-CHl,VL-CL]-b h -IqGl- [ b > V ] 
-b h-IqG3'-[CH2-CH3] 

b h-IqG2/b h -[VH-CKL, VL-CL] -b h -IqG2-[b > v]- 
b h-IqG3"-[CH2-CH3] 

b h-IqG4/b h - [VH-CH1 , VL-CL] - 1 h -IqG4-[b >z/]- 
b h-IqG3"-[CH2-CH3] 
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t h-IgG4/t r-[VH-CHl,VL-CL]-k r -IgG4-[fc 
t r-IgG4[CH2©N3fcJ&M$]-t r -IqG3" [CH2©Cf$sM 
$:>7S ^&?25l{i]-t r -IqG3" -[CH3] ' 
■7^X-IqC2b/7 y h-[VH-CHl,VL-CL]-t h-IpGl-[t> 
^]-t r-IcjG3'-[CH2-CH3] 

-7-7*-IgG2b/t r-[VH-CHl,VL-CL]-t h-IgCl-[t> 
i?]-t h -IgG3" -[CH2-CH3] 

V^X-IqC2b/-7^X-|yH-CHl,VL-CL]-t r-IqGl-[t> 
i/]-t r-IgG3"-[CH2-CH3] 

V^*-[VH-CHl,VL-CL]-t r-IqG4/5 ? r-[VH-CHl,VL- 10 
CL]-t t--IgG4-[t>^]-t h-IgG4-[CH2]-t h-IqC3'- 
[CH3] 

t r -IgGl/5 y r-[VH-CHl,VL-CL]-fc h-IqCl-[t>^] 
-t h -IqC4-[CH2]-t r-IqG3*-[CH3] 
t h-IqCl/vOX-[VH-CHl,VL-CL]-t r-IgGl-[k >i/] 
-t h -IgC4-[CH2]-t r -IqG3'-[CH3] 
t h-IflC4/t h-[VH-CHl,VL-CL]-t h -IqC4-[t >J>]- 
t r-IgG4-[CH2]-t h-IgG3"-[CH3] 
[0050] UbPoTffffltfAftOffS b < 

«. *y^n-^ju, t^7, fig!*.. 20 

fctt^b^WKOStStlfc. t«|A«Fv,Fab,scFvSfc!iF(a 

[oo5i] its u < tit vmmommtcummwt 

•2><fc 5 tt^ffir L fcfcfccr t h {ttnftj i «* tfft* ) 
#Sffl l > 6 ft & (tW t*Shal abyl? , 3 . Exp . Med . 175 (1992) , 2 
17;Mocikat^, Transplantation 57(1994) ,405). 

[ 0 0 5 2 ] ±!Kbtd&* ft* A rflDiStt&CflKK-OW 
S»ii!gS(£Hje-e*£. l/< Is K 75 

K ^■f^ttdt-¥^'t^-ytcm%mi^O) 30 

*y ?a-^5i(*©IE£iti. t^tfKohler&D-'Milste 
in(Nature 256(1975), 495)^ LTHarlow&D-'Lane(Antib 
odies.A Laboratory Manual (1988), Cold Spring Harbo 
r)$ fci*Galfe(Meth.Enzvmol .73(1981) ,3)Kieai§nr 

[ 0 0 5 3 ] 3 6K3jiWKWe.&8BfiK Ofctfofctt 

kWa}ffc-C&& (Kuruczl? , 1 .Immunol .154(1995) ,4576;H 
oil i nqer^ , Proc . Natl . Acad .Sc . USA 90(1993) , 6444)„ 
[0054] 3K££Tfl3<,> 6tt*©H*«jfift©:ftil& < 40 

'J 7 t U >*© U X h . fiftC 'J 7 r U (7)#>6 (11) 
[0055] #&CGreenwooc£?©«$3(9)«:. 3§l/fc7 D 

H2)©55}fe*^-ra. c*i<=>©i'n-->e/&*fflt.> 
Scitc«fcoTm«iS*a9K:i2»Sti-ci,^Sffcfe 
K(*© 3 > t * - a S W i t T ttW 

T©fe©A s *^:t h-(VH-CHl,VL-CL)-t MqG4-(t> 50 
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^)-t h IgG4(CH2©N^iSMl|()-t h IpG3" (CH2©CfcS 
jft«:>7 5 y&25l{i)-fc r IqC3- (CH3). 
[00 5 6] rffi#M14Ctf*:t hlflG4/t r-(VH-CHl,V 
L-CL)-t rIgG4-(t>^)-t HqG4(CH2©N^^iS)- 
t r IpG3 - (OG©Cfc*jg?f$ :>T 2 ^iS25l(4)-t r IqC3" 
(CH3)©PlfS!©fc«!>©inf* : t r IgCafcfflOfcrO - 
•> 3 >tt . m (6)CCEjeSh-Cl»4J:9tt *- 

[0057] rttttattinftii* «ns2©a 
— urn* fcocc J; o r kmmzmztm 

X.(iMilsteinl?, Nature 305(1993), 537#BS) 0 C©^S 

a. 

[005 8] *«Wtcff4-rsWffl«. M^aitc^tt 

mstizmtmm^tmich^z.. -mm®. 

ct 5 «C2RO'3©^Stt ; i:^-3lnf*©D5l»B > l^iffltClBai 

sc£tt*a»©a««:jsb-c:fa9. KiBiiaiiaaii/ 
[0059] *»w©a»«awjB«:sit*©Ka^fc 

HBr^Stttn^iPftf tl5 3©^Jltt£t3ota(*©tEIM 
(i. WittfrjI^atttliflEOlcjQOHMi©— 3tct5— o 
©»»tt*»-3»=©tSBMS^»tt*»^TSC i«C J: 
o-t\ Wi«r#-i*nJIEBTK-J(scFv)©^9S-C^Jg3 n 

scFvtt«fii*«HMi©— okwt© y 
-s-s(c s) n d-i y>*- 

[0060] a(Hi/-c. zm^ttF(ab) ! fli^«-m 

»attCl(*©-r-5©1*Stt©rfi©CH2-CH3fflia*» * = 

©ttUttOscFvK J: o rg^-r a ciWo riBS? 3 
-*-C«A J: o-c a- KSfe^rt 

--©^ r K>©^A{c<t^r(rt>^Mii©^ 

flfe©»»tt©rt»©CH2-CH3l«l«tt»SS*l*. 
(05#M) 

[006 1 ] Ha4$SttscFv(i«««rHK-rdC £ fc^J 
ffir*S 0 . C©*»^3©att41*att**f 3©VH-VL« 

iS4ataTSfe-<S(06). 

[006 2] *HBJCC L-/cAiot, «il«3E*ftiai» 
*tt. 3iS:©lA(*©J:^K-o©#Stt ; S:-?-*i-eii*^ 

2©!ifl*^(-5©Mi'o^ | J >Hfgfc<fccFiii©-e 
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KffiBttHfi-j«:oE-^-44 19 399tcffias3nri>s. CCD 

tt©j£«©tt£-e4>#*± LT^fti LXWL*) ihttl 
&. 2M8f6©MRffi4>*fc. *h6*i#26$K:Uc#o 

[006 3 ] m«lfL<H»3*lfc4affi(6){C<t-a 

-2=C215© J: 5 £c-erb-B2> ep-cam){C*f L X 2<D~W8 
SttCH*©ffl*£*>£B. fc-afc— o©CtJl?r|6JS0-C 

s. 

[0064] tnc-erb-B2 x tnCD64©!}#gtt£J#or:® 

J«MH4*jl«-r*CitK*6ti'Cl»«. bsF(ab*)2 
IWt©±&«j£B. ffll>6h4«FStt©fcJ&{CFcTRi+ 
fflB/dW i/TWBiaiStiSii'C**. bsF 

C©^4}#0„ FCTRI^BSB. PS;tBlllSi1JJ(£*K# 

©Attffi«:?IStt< roWMW**:/* K©»pfe J:-»r 
(•e-n-enmciSfcBMHCHSr/M.'C). HScWKIl^F 

jw«nttifi*i§tt{t-e.&4-#-c. ia**ft«JR©i!i* 

©3MjBC©i6£**lK£'iS< Bttl> C*t©30%fC*$l<> 

x<r>&xhh\ 

[006 5 ] ±j$©bsF(ab')2WK-£it©LTTfflllS*li 
(@|6jT'*-5^ftbsab©$ 6&Sffl£B, WTCCiSaSS 
*VC <,>■&: 

1. Se^fcbsabTB. FcgStttf^fw ^HUSKIS^"? 
*. ADCT(jKf*tSfftt*fflia^«EttW#ttCantibody-dep 
endent cell-mediated cytotoxic! ty)){C<fc ->t, — ^ 

■c««©K««:a[SiW«:«40». fl!tire±a5LfcJ: 5 

2. ^fcTffllSWBfibsabtCjroT. 7*;l/=t r -ttMJ8 

JSttftSftffSllHMllBBClfiJtf*. cn«lnCD64x inSl 
J8MJltttnM©^tt ; Srl$obsF(ab , )2KK- ; &fflt^^ 
LSstf htiWM*. 3. 5xCD64 x CtHJiWattlnlM©^ 
gtt£8F-3bsF(ab')2BWttt. #K*S©30KCS£WBft 
3$tt*fSL^CfSC4A*-C§?5©*T*S-*-C. 
H^{Cl//cA«o-C"HifaS<i[S]©^±^bsab ; &ffll<^cv^ 
x jc <t £ jUSStc tet>-c , tM»©io(wK: tew & ? K b 

[006 6 ] FcT-RlCC*f-f 3bsab©if.S-&B. gjg©ta 
W*^tt©«jil-e2©*S&;N£*8o : 
(l) FcT-tf^fvt/MB. ADCC£ffl(.>TJM§,ftl])ia£ 
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SfciTSe (11), C©.£t?Bb s a bCCj: 

o x man mic& » htix^z to j^MBa©**)®! 

JtMiKtlSffiffWKff^orosr*^ 5 (i3)„ 
(2) Fct -Rl-tfv'r •* TTOCSH^/v ?07t- 

1>5J:^K. Tiffl)ia©7^-bt»- | J-WRc>'M^ffl»a<!: 

io or. mmttg&i^y? F(M<K)s?:/nriiiw± 

DHMa#?¥£EU#£. C©Jg^Ttaiia©iEl/i>iS1tftK:* 
<t-5rli«3n^-c*5^. coMi-CBiSffiflWBBK 

©tn(*B . bsab©#(S?l%*tf*3 T? ho 5 

»6»afl«ntiB»(0iB)'*t}stt{ki/*a , r4Kjit>tt 
t>. r&*>^a&Fi#aM97^a-*il5l*tt:^<cbs 

abtc <t o r ^. im&MMftic b-7© <t 5 ^^ijaasji 

20 ©an J: o-C). &£CCteWSIWgSg{ctt*ilS 

[0 06 7] c©*rttFcT-Ri©&5ttt, g-csf&jsk: 
gi*)Ki>Tsa©aBiar±aiiagssti*. 

[0 06 8] *«"WB±SBKaS*i. «K-ffl$jStt«i 
»©^i-CBWTtcBa!Sti*r*6^. -ffi*#JlttCi<* 

©Rt>»)«:t%^=a»att!Sftfc. 

[0069] 
[*W©*te©^.] 
30 ftSft^o 

ex vnvoT'©&&ft(fcS$fl-H>*^-^3>) 

1. aEB«ftK(*fc{*picin«*'f^©aaBja« 

M)*3^#-fflJfflB»»(itf-ifl , aiB)©»BI. RtfSI 
t & t > r > vj^MSf ( 50-iooc v) . 

2. bsab(5-50/Lt fl)©aSJJP. Rt>'4 I C-C45^©^>+*'< 
- •> a >„ *©«*IS^!R#©»tl L„ 

3. Mjg^©«aA(i.v.). 

[ 0 0 7 0 ] ex vwo-C©&S{tt»Wfi<H >**^-^ 

40 i. a "emwmm. ct tdtm c mm * 4 ^© a zmmm®-) 
&$t<D<£-M®mmm cw -io* «BB)©sm. ac*? i * 

^t, » X iis^BWA ( 50-lOOGy). 

2. bsab(5-50/uq)©$ifln. 45^©-f >+a-^-~> a >. 

3. PBM:(10 l, -10 ,< ')©$Jjn. [^b , 5{C:l|fflBa7-7iUi/ 
X (aphaeresi s)* 1 6 ff /cix io 5 ifflSS]. 

4. 5*>67Hg. PHxBaS?L*'>imiS^(MCF-7,MX-l) 

ccM-r^^a© i7>x7r -tc <t-5t-iifflias)£tt : fe 

50 (i.v.)(THBIS77*U^©Jfi^:^a0P#) 
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[007 1 ] mm<D7 -j-k^tcmXiJ'OiCV-^ h#>f> 
(DffitaiCiWL . <fc9£7c<3©bsab(7v hlqC2B x 7 
i» h IqGlOIJ-T' £ 7 X 3 > - -> 3 XObsabCC <£ £ 7 

* -fe v y to )*jb t» r Ute § n s 7 

-fe -T (C J: 0 . *M3)*f\lMC:tett Sf£ex vivo-C©ftjg 
[0 0 7 2] CtliWJBWK. CCfPai^^O 

w*tt. nmnistctfr sumisacfT y -w 

(IW/7>P7T-y. 0)©|5)B$OfSttftfCj:oT, 10 

h *7 > (INF- alik tJTNF- a © <fc 5 tt)CC-3(,>T©rg 
BiiSJ("se1f-sufficiency")tCi?"f CMl Ct 

3 >©H£-Ctt. C*l?>©Ig«.&grt 

■eft t; 6. mmm a > * * * - ^ a >© <* 6 * a* u&u: 
WT©£.fta&. (i) jjijtt^ffiriftjasistiijiiflis 

i. (in) C©fc#XMPgl5|gBK l/fc^o rffilS©* 1 *^^ 20 
StawSCifc-CSSCi. Chi) S&CCftgfcffiW 
Siffl $ ti SK{*©fi* s W:t«C^&<.>fctf>. bsabfC <fc & j|3 

[0 07 3] gWffH>**^-^3>&C*$tt*ffJ..±i 
«. in v1troT©bsa«i«[)«Bia**iaj»3&ifl|^-r6C 
£-C*S(-e-Lt^ft«9>;L C©^ffi«rE^Ji bT« 

was titt ris«ra#ij&0T«:as*i»3). 

[0074] 

imt&m 30 

*560li 

ae-niffliatc j: srai$att!s*^sitoH«iiiiBoig 
m 

H-Lac 78tiT"l3l # h tSS: 5 ft . itS U "< JUT' epcam£ 
&Jgl,Tl>S(^ttg(*FACS7 r -£)ifflJia&T , &£. H-La 

tc. COSWfc*, — Sfi©H-Lac78(2XiO')?:bsab 
(CiEpcam X tnCD3)©#aT(10nq)$/c«^aTr^ 
*£cfi©PBMC££K:-f h Lfco 7BPa'Jf£PBMC 40 

Lac78fl£tlll&©&&t*HJ L fc. TflMKMSttfttt *W 

s;* 7*< ^f- s s»©$ i) jx^tc «fc o ipj $ nsr* 5 

tlttt>JbR^r-*-epcanfCJ:*t©i|SI*K:K»«IT 
■C^iTr*. @2CC7n3*l£«fc5CC. H-Lac78«W:bsab 
©S«ET-C^KSS?$n7c. ■fftfoSepcantfi* 
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tc. WliW(Cbsab©^l?STrBH-Lac7^iSa©gj!^tt 
QMifi^ x Kffl^S n. epcam^y r -f :/iti!IS«FAC 

stcfcD^tHpjte-eiofc. 

[007 5] h9>^7T-H«{cJ:SiS14{fcaacTL 
©&tti 

?l#^< h7>X7T-HKCCfct»t: i ^ft^lbsab© 

bsab©H?^ftl^b-eSFfL/^H-Lac7SfflSa±K 

bsabCC <fc 0 ?Stt{t 3 ft "CI > S PBMCCC iot -£ flttfiBJg-C 
£> o fc. H-Lac78©?§S?{Jl©H-Lac78$fllBS(C>[tL/"C 2©PB 

Kt©fj£* -C24B$ia«rt &t3fefe-e& ^ fc. c ©ifssti ^ 

> $ - a -f *>-2(IL-2)©?fW^i^^C < g BCTL^ft 
812 ftZ C i^r^-To IL-2«T'J >^ , «©rgttft(C^I 
-C&SOT'. C C-Cff ibtltcf- $(ibsaW>aEttr£ttlt 
tc J: 0 iL-2*5Hf ia@#CC <fc -,T413 hS C i *n« 
?2>. bsab©i^ntC<J:^IL-2inRNA©^^a. *©f^©RT 
-FCR(C<t«)«tiS-e# > -eC"C«bsab«7t©X$- hint* 
«fc «) 6 tcSnt l » fc (0 3). IL-2«tnM«W«*l7- 

0Jc*ji>ri336fir*4;U*«oaw«ci«aK:*jwsiL- 
2©^*©S4tt^©«14©/i:«)fEW*«*S. »JB« 
CC. IL-2«WIA{3OT±)&bsaWCJ:»)iSSI3tl4©r > fffl 

Basti©fti^« iL-2©»Bf WftM-et j 3in^ i». $ il 

-2(RO'IL-l2)©^W^P^««aSSf*RD : CD28?r 

o ■c-Ttffl«a©$ii^^ ! £>s t f a ©-c . cn & bsa 

D28.CD80 ,Ri>'CD86© 'J K i l»5 ^FprOWffiStt* 
[007 6] HJSWI2 

i t-» "5 PplgKCgx. i> tclbIC , C57BL/6V X £ 5X ltf © 

±©CD3<bH«»C««Wa±©f-*'» ht»j*(ep-cani/C 
215=«IM3ltttftM) 4SUi-r S %± bsab% fflt, > T Mffl 
0-©8¥(6E)«bsab©^CC^Sn5M^©^S 
tt?r^^' : eJl'©Fab»f)t ; S:SWmr>/c„ Fab3> hP- 

tMtj: h tefr r> tc—HV, bsab=SrfflO >rMlI 3 4ifcl8© 
*»©5%l4*Jft*»ofc. B*fflB©»-©&#f©l4 

4B^. ft^^ofcl4©«l^«750 bl6»iffl9a©t^- 
-3©a#fi-cai*3tlfc*s. C©B#«bsab©!3:^«!t*> 

3>ho-jbioria»©j»Miis*5©ii:«ffli 

^r-C. bsabrMS3*l7c!ft1}J©^r*ift^g|o/c(*^ 
$-Wra:SH©H^«ftS*CC5l#i^<120B). H4A 
SO t Bio#M:±j^3n/c2©?l3f^< HK©ft??y7 
7. 
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